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AttWtteyDecketNe.: 56942C0-US FAIfcwi 

IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 
In re Application of: Flodgaard ct el 

Serial No*; 09/559,764 GnvpAitlMv 1644 

Filed: April 37,2000 Exaswtr, JesaicaH Jtowk 

Confirmation No: 2707 
For Inhibition Of Bradyidnin Release 

DECLARATION UNDER 37 CJF JL 1.152 

ComoitolOAcr fw Patents 
Washington, DC 20231 

Sir 

I Thomaa Rtx&i do decisxe that 

1. I wtj a collaborator but not en inventor of one of the inventory Or. Hans J. Hodgwrtt 
My Cufrlcuium Vitae it attached. 

2. 1 have reviewed the application and Office Action iwud to connection with the above- 
referenced application. Id particular, I b*«* reviewed the section of the Office Action On 
pate 4 which states; 

3. Tfe< experiments described below address this iteue and ww* done under my direction 
and in collabotatioa with Dr, H*a* Plodfwd. 

4 . To analyze the binding of HBP to ktamogen, high molecular wei ght kininogen (HK) 
competition assays we perforwed- Heparan sulfate (KS) was covikntjy immobilized on 
roiwtitar wells (A, C, D) «nd competition assays with biotinyialed HK (biot'HK) (10 
jiM) as probe were performed. Biot-HK. bound to these 'artificial c«il furfoei' was 
delected with a strcptavidin point of detection (POD) detection system and quenLflod 
photometrically. 
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5. The Mowing experimental procedure wu used fcr the HK competition assay*. Foe all in 
v,m> competition analyses, 250 (igfcil HS was covatentiy iiwiiobUized to Covilink™ 
Microliter plate* (Nunc, Wiesbaden, Germany) using 0.05 M N-hydroxysuocinhmdr 
CNHS, Pierce, St Augustin, Germany) end 02 M l-ethy^3-(3niim«thjd«nHiopit»pyl)- 
cttfaodttmids (BDC, Pi woo) for die coupling procedure as describod (Reonfi, T, et al., I. 
Biol. Cham. 275:»6M). Bkrt»HK (10 nM) was inwbated together with ■ serial 1 -.2 
dilution, of the GAO trading proteins HBP, heparin rich glyooptowta (HK.Q). FXn or 
casein (stertlng concentration luM). Incubation was done in HEPES-Tyrode's bulbar, 
(HT) With 1 % (w/v> bovine serum albumin (BS A) twpplerr.ented with 1 0 ZaClj. 
respectively. Specifically eowd bio* HK was detected by die preformed bioon- 
BtT^tavidin-fwroxidase cotnplex (J jigi'ml; Boehringer Mfflinbeta, Qenniny} followed by 
cfananogaw substrate 0.1 5% (w/v) dwcomonium 2^.-taidO'bi»^2-t*hs\-2,i- 
dihydrobenzfeiaaoltnn-6-aulfWUW) (ABTS). 



S. The Results are thowa in the itttched Figure. The Insert at *• top of ,4 depicts the setup 
of the waay: the filled triangle symbolizes the competitor, the illled triangle at lie top of 
1h« Item, the covatently immobilized HS and the open polygon represents BiCK-HK 
Similar result! ware obtained when the assay woe perfumed ow confluent BA,hy926 cell* 
(B). The eaperimsnlsl setup is identical « (A); the open ellipw symbolize* the 
endothelial cells. Ot B) OAO binding proteins HBP (□), HRO (O), PXD (A) applied to » 
serial 1:2 dilution series (starting ton 20 uM) competed with bwt-HK for Wading to HS 
whereas casein (■) fitted to detach HK.. 

7. The** result* do indicats that HBP displaces HK asnnbkd oa the surface of imroobiUxed 
heparan sulfate or endothelial eels better than hittidine-ricb glycoprotein, factor XD. or 
HKlbwlf 

g. i dedans further tb*i all mUtBments made in this Dedwatioo of my own knowledge arc 
true and that «J1 statements made on information and belief sre believed to be tree sad 
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father, that these atatementj wore made with the knowledge th«t willful false statement! 
and fee like so made art puoiitoable by fine or irapdtfmaient, or both under Section 1Q01 
of Title 18 of the United States Cede and Ait «udx%U!M fttee rt ttane nti amy 
jeopardize the validity of the apolieatton or any patent itfuing thereon. 

DR. THOMAS RENNE 
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